pregnant cows and sows, but in very much lower concentrations.
Animal organs and body fluids contain, on the whole, very little hydroxyproline. In the blood, Wiss (1949) found an average of 0\m=.\132mg/100 ml in rats, 0\m=.\171in rabbits, and 0\m=.\290in guinea-pigs; the quantities excreted daily in the urine were of the order of 10 \g=m\g.According to James (1955) , there are about 100 \ g=m\ ghydroxyproline in 100 ml blood plasma; he also found 2\m=.\5 \ g=m\ g in 0\m=.\5ml of packed white blood cells, but none in plasmolysed erythrocytes. Bates, McGowen & Talmage (1962) found 0\m=.\080 \g=m\mol/ml of free hydroxyproline in plasma of normal rats and Prockop, Keiser & Sjoerdsma (1962) , studying two human subjects, found 1\m=.\2 \ g=m\ g and 1\m=.\6 \g=m\g/ml of free hydroxyproline in plasma. Under controlled fasting conditions, the two subjects excreted about 1 \ g=m\ g of free hydroxyproline/min. Lindstedt & Prockop (1961) investigated the excretion of hydroxyproline in rats of varying ages and found that 3-week-old rats excreted 73 \g=m\g/24 hr of free hydroxyproline, while 2-year-old rats excreted two to three times less. Jasin & Ziff (1962) have also determined the free hydroxyproline in the urine of the rats and have found that 22\m=.\2 \ g=m\ g of this imino acid is excreted/24 hr. In the rat spleen, there is also a small amount hydroxyproline (Akerfeldt, 1955) and, in the rat liver, Wolf & Berger (1958) found only 1\m=.\1 \ g=m\ g in the whole organ; however, after oral administration of proline, there was 12\m=.\9 \ g=m\ g.
For the present study, the allantoic fluid was collected from three pregnant mares, which were all accident cases. Deproteinization was carried out with ethanol, and de-salting with the cation exchanger Zeo-karb 225 (resin particles less than 50 µ). The free amino acids were determined by two-dimensional paper chromatography (Dent, 1948) , and hydroxyproline was located by means of ninhydrin, j6-dimethylaminobenzaldehyde and izatin. Quantitative determination of free hydroxyproline was carried out using a modification of McFarlane's method (Neuman & Logan, 1950) . Analyses were also performed in foetal blood, liver and kidney, and in the mare's blood during advanced stages of pregnancy. For the determinations in the liver and kidney, 5-g quantities of tissue were homogenized with 50 ml of 96 % ethanol, the homo¬ genates centrifuged for 15 min at 3000 rev/min, and the clear supernatant solutions evaporated to dryness. The dry material was dissolved in 2 ml isopropanol, and 0-1 ml applied to Whatman filter paper No. 1 ; the subsequent steps were as described by Dent (1948) .
Plate 1, Fig. 1 is a chromatogram obtained with the allantoic fluid of a 10-month-old foetus, and PI. 1, Figs. 2 and 3 show the results obtained with the liver and kidney of the same foetus. The allantoic fluid contained glutamic acid, serine, glycine, threonine, alanine, lysine, hydroxyproline, proline and valine; PI. 1, Fig. 1 shows also the spot due jointly to leucine, isoleucine, tryptophan, phenylalanine and methionine; the hydroxyproline spot is quite conspicuous. In the foetal kidney, glutamic acid can be seen to predominate; there was less hydroxyproline in the kidney than in the allantoic fluid, but much more than in the liver. Very little hydroxyproline was found to be present in the blood of the pregnant mares. However, the quantitative determination of hydroxyproline in the allantoic fluid from the three pregnant mares revealed the presence of 22, 24 and 34 mg/100 ml, respectively. This is some 300 times more than Wiss (1949) encountered in rat blood. In the mare which contained 34 mg/100 ml of hydroxyproline in the allantoic fluid, the total volume ofthat fluid in the allantoic sac was about 3 litres. The total content of hydroxyproline was, therefore, of the order of 1 g. The occurrence of such unusually large quantities of hydroxyproline is probably due to a high rate of collagen turnover in the pregnant mare. Much higher quantities of free hydroxyproline in the allantoic fluid of the pregnant mare than in the allantoic fluid of the pregnant cow and sow favour this assumption.
